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Abstract
Autophagy is a degradation process in which cells break down and recycle their cytoplasmic contents when
subjected to environmental stress or during cellular remodeling. The Arabidopsis thaliana SnRK1 complex is a
protein kinase that senses changes in energy levels and triggers downstream responses to enable survival. Its
mammalian ortholog, AMPK, and yeast ortholog, Snf-1, activate autophagy in response to low energy
conditions. We therefore hypothesized that SnRK1 may play a role in the regulation of autophagy in response
to nutrient or energy deficiency in Arabidopsis. To test this hypothesis, we determined the effect of
overexpression or knockout of the SnRK1 catalytic subunit KIN10 on autophagy activation by abiotic
stresses, including nutrient deficiency, salt, osmotic, oxidative, and ER stress. While wild-type plants had low
basal autophagy activity in control conditions, KIN10 overexpression lines had increased autophagy under
these conditions, indicating activation of autophagy by SnRK1. A kin10 mutant had a basal level of autophagy
under control conditions similar to wild-type plants, but activation of autophagy by most abiotic stresses was
blocked, indicating that SnRK1 is required for autophagy induction by a wide variety of stress conditions. In
mammals, TOR is a negative regulator of autophagy, and AMPK acts to activate autophagy both upstream of
TOR, by inhibiting its activity, and in a parallel pathway. Inhibition of Arabidopsis TOR leads to activation of
autophagy; inhibition of SnRK1 did not block this activation. Furthermore, an increase in SnRK1 activity was
unable to induce autophagy when TOR was also activated. These results demonstrate that SnRK1 acts
upstream of TOR in the activation of autophagy in Arabidopsis.
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Abstract
Autophagy is a degradation process in which cells break down and recycle their cytoplasmic
contents when subjected to environmental stress or during cellular remodeling. The Arabi-
dopsis thaliana SnRK1 complex is a protein kinase that senses changes in energy levels
and triggers downstream responses to enable survival. Its mammalian ortholog, AMPK, and
yeast ortholog, Snf-1, activate autophagy in response to low energy conditions. We there-
fore hypothesized that SnRK1 may play a role in the regulation of autophagy in response to
nutrient or energy deficiency in Arabidopsis. To test this hypothesis, we determined the
effect of overexpression or knockout of the SnRK1 catalytic subunit KIN10 on autophagy
activation by abiotic stresses, including nutrient deficiency, salt, osmotic, oxidative, and ER
stress. While wild-type plants had low basal autophagy activity in control conditions, KIN10
overexpression lines had increased autophagy under these conditions, indicating activation
of autophagy by SnRK1. A kin10 mutant had a basal level of autophagy under control condi-
tions similar to wild-type plants, but activation of autophagy by most abiotic stresses was
blocked, indicating that SnRK1 is required for autophagy induction by a wide variety of
stress conditions. In mammals, TOR is a negative regulator of autophagy, and AMPK acts
to activate autophagy both upstream of TOR, by inhibiting its activity, and in a parallel path-
way. Inhibition of Arabidopsis TOR leads to activation of autophagy; inhibition of SnRK1 did
not block this activation. Furthermore, an increase in SnRK1 activity was unable to induce
autophagy when TOR was also activated. These results demonstrate that SnRK1 acts
upstream of TOR in the activation of autophagy in Arabidopsis.
Introduction
Autophagy (self-eating) is a degradation process in which cells recycle cytoplasmic contents
during development or when under stress. Upon autophagy activation, cellular components
are degraded in the lysosome/vacuole and the products are recycled back into the cytoplasm
[1]. Macroautophagy (hereafter referred to as autophagy) is characterized by the formation of
a double-membrane vesicle called an autophagosome, which delivers cargo to the vacuole for
degradation. To maintain homeostasis under normal conditions, cells have a basal level of
autophagy to turn over damaged proteins or organelles, and the pathway is upregulated during
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stress [1]. Many autophagy-related (ATG) genes were initially identified in yeast [2–4], fol-
lowed by identification of their homologs in other organisms. Major factors include ATG1,
which together with ATG13 forms a complex involved in the induction of autophagy [5]. Two
ubiquitin-like conjugates, ATG12/ATG5 and ATG8-PE, are recruited to the phagophore
assembly site (PAS) and play an important role in autophagosome formation [5]. ATG9 is also
recruited to the PAS and may function in the recruitment of other ATG components and
membrane to the forming autophagosome [6]. In plants, autophagy is activated in response to
many biotic and abiotic stresses, including pathogen attack [7, 8], nutrient deficiency [9, 10],
salt, osmotic [11], endoplasmic reticulum (ER) [12], hypoxia [13] and oxidative stress [14].
A substantial number of upstream regulators of autophagy have been identified in animal
cells, but the majority are not conserved in plants. One exception is the target of rapamycin
(TOR), a phosphatidylinositol 3-kinase-related kinase that acts as a negative regulator of
autophagy [15–17]. The central component of the TOR signaling pathway is the TOR complex,
which in Arabidopsis consists of the serine/threonine kinase TOR itself [18], RAPTOR [19,
20], which presents substrates to TOR for phosphorylation [21], and LST8, which stabilizes the
complex [22]. TOR coordinates autophagy with growth by controlling processes, for example
translation initiation, that regulate growth in response to nutrient status [23, 24]. In nutrient-
rich conditions, TOR is activated and inhibits autophagy, probably by phosphorylation of the
ATG1 complex, which has been shown to regulate autophagy in Arabidopsis [25]. Upon nutri-
ent deprivation, the TOR complex is inactivated, allowing the activation of autophagy and
down-regulating growth. Consistent with this, an Arabidopsis knockout mutant in TOR is
embryo-lethal [18], and lines with decreased TOR expression have reduced growth [23] and
constitutive autophagy [17]. Conversely, TOR overexpression inhibits activation of autophagy
in response to multiple abiotic stresses [26].
AMP-activated protein kinase (AMPK) in animals, and its yeast homolog sucrose non-fer-
menting 1 (Snf1), are positive regulators of autophagy. AMPK and Snf1 are energy and meta-
bolic sensors that maintain cellular energy homeostasis [27, 28]. They are activated by an
increase in the AMP:ATP and ADP:ATP ratios, which promotes phosphorylation of AMPK/
Snf1 by upstream kinases [29–32]. Upon activation, AMPK implements an energy-saving pro-
gram by transcriptional control and enzyme regulation [32]. Catabolic pathways such as fatty
acid oxidation, glycolysis and autophagy are activated, while anabolic processes, including syn-
thesis of cholesterol, proteins and fatty acids, are switched off [33]. AMPK/Snf1 regulates
autophagy via two pathways: by inhibiting the TOR complex [34], therefore allowing autop-
hagy to become active, or by the direct phosphorylation of ATG1, also leading to activation of
autophagy [35–37].
The Snf1-related protein kinase 1 (SnRK1) is a plant ortholog of AMPK and Snf1, and is a
heterotrimeric complex that functions as an energy sensor [33, 38]. SnRK1 is composed of a
catalytic (α) and two regulatory (β, γ) subunits [33]. The regulatory subunits β and γ can be
classified into two groups: the classical subunits [β1, β2 and γ] (conserved with mammals and
yeast) and the plant-specific subunits [β3 and βγ] [32, 39, 40]. Even though the γ subunit exists
in plants, the majority of SnRK1 active complexes contain the βγ hybrid subunit acting as the
canonical γ subunit [41]. Three isoforms of the catalytic subunit exist in Arabidopsis, KIN10,
KIN11 and KIN12, but only KIN10 and KIN11 appear to be expressed [42]. Of these two,
KIN10 is responsible for most of the SnRK1 activity [43]. KIN10 and KIN11 can act in opposi-
tion to one another in some situations, indicating that they can perform separate functions.
For example, overexpression of KIN10 results in late flowering while overexpression of KIN11
causes early flowering [44]. A kin10 kin11 double knockout mutant is lethal, suggesting that
there is also some redundancy in gene function [42]. A reduction in expression of kin10 and
kin11 by virus-induced gene silencing leads to deformed leaves, inflorescences and flowers,
SnRK1 is a positive regulator of autophagy
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short petioles, and reduced activation of stress and starvation genes, while single mutants of
kin10 and kin11 resemble wild-type plants [42], indicating that SnRK1 functions in develop-
ment and stress responses.
SnRK1 functions as an energy sensor, using carbohydrates as indicators of plant energy sta-
tus [32]. For example, high concentrations of sugar phosphates, including trehalose-6-phos-
phate (T6P), can indicate energy availability and inhibit SnRK1 activity to maintain energy
homeostasis [45–47]. The SnRK1 complex can activate basic leucine zipper (bZIP) transcrip-
tion factors from the C and S family, including bZIP2, bZIP11 and bZIP63, in response to star-
vation [42, 48, 49]. This in turn leads to upregulation of the expression of genes of various
catabolic pathways, including autophagy and degradation of cell wall components, starch,
amino acids, sucrose, lipids and protein, providing alternative sources of energy and metabo-
lites [42]. This suggests that SnRK1 has a regulatory influence on global plant metabolism,
growth and energy balance [42].
In addition to inhibition of SnRK1 by T6P, type 2C protein phosphatases (PP2C) can also
negatively regulate SnRK1 by dephosphorylation [50], leading to its inactivation. Abscisic acid
(ABA) inhibits PP2C and therefore can positively regulate SnRK1 by allowing its activation
[50]. In contrast with AMPK, SnRK1 has not been shown to be allosterically regulated by
AMP, but AMP instead affects its rate of dephosphorylation and therefore activity [38, 51].
Recent studies have shown that Arabidopsis KIN10 interacts with the TOR complex subunit
RAPTOR in vivo and can phosphorylate RAPTOR in vitro, as for its mammalian orthologs
[52]. This suggests a crosstalk between these two regulators of energy metabolism and growth.
Since the yeast and mammalian orthologs of SnRK1 are positive regulators of autophagy [37],
and AMPK can act either through the TOR signaling pathway or independently of it, we
hypothesized that KIN10 functions in the regulation of autophagy in plants, potentially
through TOR. Our results demonstrate that KIN10 is an activator of autophagy in Arabidopsis
and that it acts upstream of TOR in regulation of autophagy.
Results
Overexpression of KIN10 leads to increased autophagy
AMPK and Snf1, the mammalian and yeast orthologs of SnRK1, have been demonstrated to be
positive regulators of autophagy [35–37]. To determine whether SnRK1 can regulate autop-
hagy in Arabidopsis, autophagy activity was assessed in the previously described KIN10 overex-
pression lines OX-1 and OX-2 [42]. Seven-day-old WT, OX-1 and OX-2 seedlings grown
under standard growth conditions were stained with the acidotropic dye monodansycadaver-
ine (MDC) [53] and visualized by confocal microscopy (Fig 1A). We have previously shown
that under our conditions, MDC labeling in roots co-localizes with labeling by the specific
autophagosome marker GFP-ATG8e, indicating that the fluorescent structures correspond to
autophagosomes [54]. While WT seedlings had very few visible autophagosomes, autophago-
somes were abundant in both overexpression lines. Autophagy was quantified by counting
autophagosomes in epifluorescence images of equal area of the elongation zone of the roots for
each genotype (Fig 1B). While WT plants had the expected low basal autophagy activity, the
KIN10 overexpression lines had significantly increased autophagy activity when compared
to WT. There was no significant difference in autophagy activity between OX-1 and OX-2
(Fig 1B).
To confirm these results, protoplasts were prepared from leaves of 4–6 week-old WT, OX-1
and OX-2 Arabidopsis plants, followed by transient expression of GFP-ATG8e to label autop-
hagosomes [53]. The protoplasts were imaged by confocal (S1A Fig) and fluorescence micros-
copy, and the percentage of protoplasts with active autophagy was determined (Fig 1C). A
SnRK1 is a positive regulator of autophagy
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Fig 1. Overexpression of KIN10 leads to increased basal autophagy. (A) WT, OX-1 and OX-2 seedlings were grown on standard
growth medium for 7 days, then stained with MDC. Confocal microscopy was used to visualize autophagosomes in roots. The insets
show enlargements of the indicated boxes. Arrows indicate MDC-labeled structures. Scale bars = 20 μm. (B) Quantification of the
number of autophagosomes in seedlings grown as in (A). KIN10 overexpression lines have increased autophagy activity when
compared to WT. Different letters denote statistical significance for three biological replicates with at least 10 images per replicate,
p<0.05, t-test. Error bars indicate standard error. (C) The autophagosome marker GFP-ATG8e was transiently expressed in leaf
protoplasts from the indicated genotypes and the percentage of protoplasts with active autophagy determined. A protoplast was
considered to have active autophagy if it contained 3 or more GFP-ATG8e-labeled autophagosomes. KIN10 overexpression lines
have increased autophagy activity when compared to WT. Different letters denote statistical significance for three biological
replicates, with 100 protoplasts per sample per replicate, p<0.05, t-test. Error bars indicate standard error. (D) Seven-day-old
GFP-ATG8e-expressing seedlings were transferred to liquid medium plus or minus 10 mM AICAR for 1 hour, and the number of
autophagosomes per unit area counted. Seedlings treated with AICAR had higher autophagy activity than the control. Different letters
denote statistical significance for three biological replicates with at least 10 images per replicate, p<0.05, t-test. Error bars indicate
standard error.
https://doi.org/10.1371/journal.pone.0182591.g001
SnRK1 is a positive regulator of autophagy
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protoplast was considered to have activated autophagy if it contained 3 or more GFP-labeled
autophagosomes or autophagic bodies [55]. Consistent with the results from MDC staining, a
low percentage of protoplasts (12%) from WT plants had active autophagy, while the percent-
age of protoplasts from KIN10 overexpression lines with active autophagy was significantly
higher (30%). There was no difference in the percentage of protoplasts with autophagy
between KIN10 overexpression lines (Fig 1C). All genotypes expressed similar levels of
GFP-ATG8e when compared to the loading control (S1B Fig).
As an alternative approach to increasing SnRK1 activity, seedlings were incubated with
5-aminoimidazole-4-carboxamide ribonucleoside monophosphate (AICAR), a chemical acti-
vator of AMPK-like kinases [56]. GFP-ATG8e-expressing [14] seedlings were grown under
standard conditions on half-strength MS for 7 days and then transferred to the same medium
supplemented with 10 mM AICAR for 1 hour. In the presence of AICAR, autophagy activity
was significantly increased when compared to the control (Fig 1D). Together, these results sug-
gest that KIN10 is a positive regulator of autophagy in Arabidopsis and that an increase in
KIN10 activity either by overexpression or by chemical activation leads to increased basal
autophagy.
Autophagy is blocked during abiotic stress in a kin10 mutant
Since overexpression of KIN10 caused constitutive activation of autophagy, we hypothesized
that loss of function of KIN10 would have a negative effect on the activation of autophagy. To
test this hypothesis, a previously described knockout mutant with a T-DNA insertion in the
eleventh exon of the KIN10 gene [57, 58] was obtained from the Arabidopsis Biological
Resource Center. WT and kin10 mutant seedlings were grown on half-strength MS plates for
seven days, followed by incubation under abiotic stress conditions (salt, osmotic, oxidative,
endoplasmic reticulum (ER) stresses or fixed-carbon or nitrogen deficiency) to activate autop-
hagy. Autophagy was detected by MDC staining and quantified by counting the number of
autophagosomes per unit area. Under normal conditions, the kin10 mutant had a low basal
level of autophagy, similar to WT seedlings (Fig 2). As expected, autophagy was induced in
WT seedlings under salt (Fig 2A), osmotic (Fig 2B), starvation (Fig 2C and 2D), oxidative (Fig
2E), and ER stress (Fig 2F–2G). In the kin10 mutant, activation of autophagy by stress was
completely blocked (Fig 2A and 2C–2F), with the exception of osmotic stress. Upon osmotic
stress treatment, activation of autophagy could be observed in the kin10 mutant, although the
degree of activation was significantly reduced when compared to WT (Fig 2B). Confocal
images of MDC-stained WT and kin10 seedlings in control and ER stress conditions are
shown as an example (Fig 2G).
To confirm that the loss of kin10 prevents activation of autophagy under most abiotic stress
conditions, protoplasts were prepared from leaves of 4–6 week old WT and kin10 Arabidopsis
plants, followed by transient expression of GFP-ATG8e to label autophagosomes. Protoplasts
were incubated under abiotic stress conditions, followed by quantification of the percentage of
protoplasts with active autophagy (Fig 3A–3E, S2 Fig). Consistent with the MDC staining, acti-
vation of autophagy by abiotic stress was observed in protoplasts from WT plants, while those
from the kin10 mutant lacked induction of autophagy under salt (Fig 3A), starvation (Fig 3C),
ER (Fig 3D) and oxidative stress (Fig 3E). After osmotic stress, autophagy was induced in both
WT and kin10 mutant protoplasts, although in the kin10 mutant plants the level of autophagy
activity was significantly lower than in WT plants (Fig 3B). Confocal images of WT and kin10
protoplasts in control and ER stress conditions are shown as an example (S2A Fig), and both
genotypes expressed GFP-ATG8e to similar levels when compared to the loading control (S2B
Fig).
SnRK1 is a positive regulator of autophagy
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Finally, we confirmed that the autophagy defects observed in the kin10 mutant were caused
by loss of function of the KIN10 gene. N-terminally FLAG-tagged KIN10 was co-expressed
with GFP-ATG8e in leaf protoplasts from kin10 plants and subjected to ER stress as a repre-
sentative stress condition. Confocal images of WT, kin10 and kin10:FLAG-KIN10 protoplasts
in control and ER stress conditions are shown in S3A Fig, and all genotypes expressed
GFP-ATG8e to similar levels compared to the loading control (S3B Fig). Unlike the kin10
Fig 2. Autophagy is blocked during abiotic stress in kin10 mutant seedlings. Seven-day-old WT and kin10
seedlings were transferred to½MS liquid medium supplemented with 160 mM NaCl for 6 hours (A),½MS liquid medium
supplemented with 350 mM mannitol for 6 hours (B),½MS plates lacking sucrose for 4 days in the dark (C),½MS plates
lacking nitrogen for 4 days (D),½MS liquid medium supplemented with 10 mM hydrogen peroxide for 2 hours (E), or½
MS liquid medium supplemented with 2 mM DTT (ER stress) for 6 hours (F). Seedlings were stained with MDC and
autophagosomes counted. Autophagy was activated in WT seedlings after abiotic stress, while in kin10 mutant seedlings
autophagy was not induced in most conditions. The exception was osmotic stress, in which activation of autophagy in the
kin10 mutant was reduced but not completely blocked. Different letters denote statistical significance, p<0.05, t-test. Error
bars indicate standard error. (G) Confocal images of WT and kin10 mutant roots under control conditions and ER stress
as a representative stress. The insets show enlargements of the indicated boxes. White arrows point to autophagosomes.
Scale bars = 20 μm.
https://doi.org/10.1371/journal.pone.0182591.g002
SnRK1 is a positive regulator of autophagy
PLOS ONE | https://doi.org/10.1371/journal.pone.0182591 August 4, 2017 6 / 19
mutant expressing GFP-ATG8e alone, autophagy was activated in the FLAG-KIN10-expres-
sing kin10 protoplasts, indicating that the KIN10 transgene was able to complement the autop-
hagy phenotype of the kin10 mutant (Figs 3F and S3A). The degree of autophagy activation in
the complemented protoplasts was still significantly lower than that of WT protoplasts, possi-
bly due to differences in expression level. Our results indicate that KIN10 is required for acti-
vation of autophagy by abiotic stress, but not for the basal autophagy observed under control
conditions.
Inhibition of the SnRK1 complex blocks activation of autophagy by
abiotic stress
Trehalose-6-phosphate (T6P) is a sugar synthesized from UDP-glucose and glucose-6-phos-
phate by trehalose-6-phosphate synthase [59] and has been shown to inhibit the activity of the
SnRK1 complex [45]. To confirm that loss of KIN10 activity prevents activation of autophagy
during stress, 7-day-old GFP-ATG8e-expressing seedlings were subjected to abiotic stress
treatments as described above and co-treated with 0.1 mM T6P for the last 3 hours of the stress
Fig 3. Autophagy is blocked during abiotic stress in kin10 mutant protoplasts. WT and kin10 protoplasts were transiently
transformed with the autophagy marker GFP-ATG8e, incubated overnight to allow expression, and then the protoplast solution was
supplemented with 160 mM NaCl for 6 hours (A), supplemented with 350 mM mannitol for 6 hours (B), incubated plus or minus 1%
sucrose for 48 hours (C), supplemented with 2 mM DTT for 6 hours (D), or supplemented with 10 mM hydrogen peroxide for 2 hours
(E). Autophagosomes were visualized by epifluorescence microscopy and the percentage of protoplasts with active autophagy
determined. Different letters denote statistical significance for three biological replicates with 100 protoplasts for each sample per
replicate, p<0.05, t-test. Error bars indicate standard error. Autophagy was activated in WT protoplasts after abiotic stress, but not in
kin10 mutant protoplasts. Upon osmotic stress, activation of autophagy in the kin10 mutant was reduced but not completely blocked.
(F) Protoplasts were co-transformed with FLAG-KIN10 and GFP-ATG8e constructs to confirm that the lack of autophagy in kin10 was
due to disruption of the KIN10 gene. DTT was used to induce autophagy as in (D). Expression of FLAG-KIN10 restored the induction
of autophagy during ER stress in the kin10 mutant. Different letters denote statistical significance for three biological replicates with
100 protoplasts for each sample per replicate, p<0.05, t-test. Error bars indicate standard error.
https://doi.org/10.1371/journal.pone.0182591.g003
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treatment (Fig 4). Upon exposure to salt, starvation, oxidative or ER stresses, treatment with
T6P prevented activation of autophagy (Fig 4A and 4C–4F). Consistent with the kin10 mutant
phenotype, treatment with T6P did not completely inhibit the induction of autophagy during
osmotic stress, although autophagy activity was significantly reduced when compared to the
untreated control (Fig 4B). As examples, confocal images upon ER and salt stress are shown
Fig 4. Inhibition of SnRK1 activity by T6P inhibits autophagy under abiotic stress. Seven-day-old GFP-ATG8e seedlings were
transferred to½MS liquid medium supplemented with 0.1 mM T6P for 3 hours as control, or liquid medium supplemented with 160 mM
NaCl for 6 hours and 0.1 mM T6P for the last 3 hours of treatment (A), liquid medium supplemented with 350 mM mannitol for 6 hours
and 0.1 mM T6P for the last 3 hours of treatment (B),½MS plates lacking sucrose for 4 days in the dark followed by 0.1 mM T6P
treatment in liquid medium for 3 hours (C),½MS plates lacking nitrogen for 4 days followed by 0.1 mM T6P treatment in liquid medium
for 3 hours (D), liquid medium supplemented with 0.1 mM T6P for 3 hours and 10 mM hydrogen peroxide added for the last 2 hours (E),
or liquid medium supplemented with 2 mM DTT for 6 hours and 0.1 mM T6P for the last 3 hours of treatment (F). Autophagosomes
were imaged using epifluorescence microscopy and counted. Addition of T6P blocked the activation of autophagy in most conditions.
In osmotic stress, autophagy was reduced but not completely blocked by T6P. Different letters denote statistical significance for three
biological replicates with at least 10 frames per replicate, p<0.05, t-test. Error bars indicate standard error. (G) Confocal images of roots
of GFP-ATG8e-expressing seedlings under control conditions, ER stress and salt stress as representative stresses. The insets show
enlargements of the indicated boxes. White arrows point to autophagosomes. Scale bars = 20 μm.
https://doi.org/10.1371/journal.pone.0182591.g004
SnRK1 is a positive regulator of autophagy
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(Fig 4G). These results demonstrate that the activity of the SnRK1 complex is necessary for the
induction of autophagy in response to abiotic stress, and SnRK1 is therefore a positive regula-
tor of autophagy.
KIN10 acts upstream of TOR in regulation of autophagy
The mammalian ortholog of KIN10, AMPK, can regulate autophagy through the mTOR sig-
naling pathway or through an mTOR-independent pathway [35, 36]. In plants, TOR has been
identified as a negative regulator of autophagy [17], and the TOR complex subunit RAPTOR
can be phosphorylated by SnRK1 [52], but the relationship between these components in reg-
ulation of autophagy is unknown. We hypothesized that KIN10 acts upstream of TOR in the
regulation of autophagy. If our hypothesis is true, then (a) blocking both TOR activity and
KIN10 activity will lead to constitutive autophagy and (b) activating both TOR and KIN10
will result in a block in autophagy. We tested this hypothesis using genetic and chemical
approaches to inhibit or activate TOR and KIN10.
Disruption of TOR and KIN10 activity leads to constitutive autophagy. Previous stud-
ies have shown that the chemical AZD8055 (AZD) inhibits TOR kinase activity in Arabidopsis
[60] and activates autophagy [26]. Decreased TOR activity leads to constitutive autophagy
[17], while a kin10 mutant is unable to activate autophagy upon abiotic stress (Fig 2). Seven-
day-old WT and kin10 seedlings were transferred to liquid medium supplemented with 10 μM
AZD for 3 hours [60], followed by MDC staining. After AZD treatment, autophagy was active
in WT seedlings, consistent with the role of TOR as a negative regulator of autophagy [26].
Upon inhibition of TOR, autophagy was still activated in kin10 mutant seedlings (Fig 5A and
5B).
The TOR complex is composed of the TOR kinase catalytic subunit, RAPTOR and LST8, in
which RAPTOR delivers the substrate to the TOR kinase. In Arabidopsis, two RAPTOR genes
have been identified, RAPTOR1A and RAPTOR1B [19], and disruption of RAPTOR1B results
in the inactivation of the TOR complex [26]. Seven-day-old WT and raptor1b seedlings were
transferred to liquid medium supplemented with 0.1 mM T6P for 3 hours, followed by MDC
staining. Under control conditions raptor1b seedlings have constitutive autophagy when com-
pared to WT, consistent with disruption of TOR activity. Upon inhibition of SnRK1 by T6P,
autophagy activity in the raptor1b mutant was not affected (Fig 5C and 5D).
To confirm these genetic results using chemical inhibition of TOR and KIN10, 7-day-old
GFP-ATG8e seedlings were transferred to liquid medium and treated with AZD, T6P or co-
treated with AZD and T6P for 3 hours. Under control conditions autophagy was at a low basal
level. Upon inhibition of TOR by AZD, autophagy was activated. Autophagy activity was not
affected in seedlings treated with T6P. Upon co-treatment with AZD and T6P, autophagy
activity was induced (Fig 5E and 5F). These data are all consistent with our hypothesis that
KIN10 is upstream of TOR in the regulation of autophagy.
Activation of both TOR and KIN10 blocks autophagy. As a second approach to test our
hypothesis that KIN10 is upstream of TOR for activating autophagy, the effect of activation of
SnRK1 on seedlings with increased TOR activity was assessed. Seven-day-old WT and TOR
overexpressing (OE TOR) [61] seedlings were transferred to liquid medium supplemented
with 10 mM AICAR (SnRK1 activator) for 1 hour, followed by MDC staining. Under control
conditions the autophagy activity in WT and OE TOR seedlings was at a low basal level. After
AICAR treatment, WT seedlings have induced autophagy activity. Upon activation of SnRK1
by AICAR, seedlings overexpressing TOR are unable to activate autophagy (Fig 5G).
Recent studies have shown that the phytohormone auxin can activate TOR kinase [62] and
therefore inhibit autophagy [26]. Seven-day-old WT and KIN10 OX-1 and OX-2 seedlings
SnRK1 is a positive regulator of autophagy
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Fig 5. SnRK1 acts upstream of TOR in the autophagy pathway. (A) WT and kin10 seedlings were grown on½MS plates for 7
days. Seedlings were transferred to½MS liquid medium supplemented with 10 μM AZD or DMSO for 3 hours, followed by MDC
staining. Confocal microscopy was used to visualize autophagosomes (white arrows) in roots. The insets show enlargements of the
indicated boxes. Scale bars = 20 μm. (B) Quantification of autophagy activity as shown in (A). Upon inhibition of TOR with AZD,
autophagy was still activated in kin10 mutant seedlings. (C) WT and raptor1b seedlings were grown on½MS plates for 7 days.
Seedlings were transferred to½MS liquid medium supplemented with 0.1 mM T6P for 3 hours, followed by MDC staining. Confocal
microscopy was used to visualize autophagosomes (white arrows) in roots. The insets show enlargements of the indicated boxes.
Scale bars = 20 μm. (D) Quantification of autophagy activity in (C). Upon inhibition of SnRK1 with T6P, autophagy activity was not
affected in raptor1b seedlings. (E) GFP-ATG8e seedlings were grown on½MS plates for 7 days. Seedlings were transferred to½
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were transferred to liquid medium supplemented with 20 nM NAA for 6 hours, followed by
MDC staining. Under control conditions the autophagy activity in WT seedlings was at a low
basal level, while KIN10 overexpression seedlings have constitutive autophagy. After NAA
treatment, the autophagy activity in KIN10 overexpression lines was significantly reduced
(Fig 5H).
Finally, 7-day-old GFP-ATG8e seedlings were transferred to liquid medium and treated
with NAA for 6 hours, AICAR for 1 hour, or co-treated with NAA for 6 hours plus AICAR for
the last hour of incubation. Under control conditions or upon treatment with NAA, autophagy
was at a low basal level. Upon activation of SnRK1 by AICAR, autophagy was activated. Upon
co-treatment with AICAR and NAA, induction of autophagy by AICAR was blocked (Fig 5I).
In summary, activation of autophagy by increasing KIN10 activity is blocked upon activa-
tion of TOR, whereas disruption of KIN10 activity does not block the constitutive autophagy
seen upon inhibition of TOR. Taken together, these results demonstrate that KIN10 acts
upstream of TOR in the regulation of autophagy.
Discussion
Autophagy is a vacuolar degradation pathway induced by multiple environmental stresses in
plants, including nutrient starvation, osmotic, oxidative and ER stress, and during certain
stages of development such as senescence [1]. Regulation of autophagy has been widely studied
in animals and yeast, but is still poorly understood in plants. A few regulators of autophagy
have been identified in plants, such as the ATG1/ATG13 complex, which activates autophagy
in response to nutrient stress [25], IRE1b, which functions in response to ER stress [12],
PTEN, which regulates autophagy in pollen tubes [63], and the TOR complex, a negative regu-
lator of autophagy under nutrient-rich conditions [17]. In this paper, we demonstrate that the
SnRK1 complex catalytic subunit KIN10 is a positive regulator of autophagy and that it func-
tions upstream of the TOR complex in the activation of autophagy.
The SnRK1 complex acts as an energy sensor and is activated under conditions of low
energy or metabolic stress to inhibit growth and conserve energy [64]. SnRK1 regulates metab-
olism by the phosphorylation and inactivation of important plant metabolic enzymes, includ-
ing 3-hydroxymethyl-3-methylglutaryl-CoA reductase [65, 66], sucrose phosphate synthase,
nitrate reductase [67] and trehalose phosphate synthase 5 [68]. SnRK1 also indirectly controls
carbohydrate metabolism by modulating the transcription of genes such as sucrose synthase,
involved in sucrose degradation, and α-amylase, involved in starch degradation [69]. In
response to low energy conditions, SnRK1 mammalian and yeast orthologs can activate autop-
hagy via inactivation of the TOR complex [37]. We found that the overexpression of the
KIN10 gene results in constitutive activation of the autophagy pathway in Arabidopsis. Further-
more, addition of the AMPK activator AICAR [56] to seedlings to activate the SnRK1 complex
MS liquid medium supplemented with 0.1 mM T6P or 10 μM AZD or T6P plus AZD for 3 hours. Confocal microscopy was used to
visualize autophagosomes (white arrows) in roots. The insets show enlargements of the indicated boxes. Scale bars = 20 μm (F)
Quantification of autophagosomes labeled with GFP-ATG8e in (E). Upon inhibition of both TOR and SnRK1, autophagy was
activated. (G) WT and OE TOR seedlings were grown on½MS plates for 7 days. Seedlings were transferred to½MS liquid medium
supplemented with 10 mM AICAR for 1 hour, followed by MDC staining, and autophagosomes counted. Overexpression of TOR was
able to suppress AICAR-induced autophagy. (H) WT, KIN10 OX-1 and KIN10 OX-2 seedlings were grown on½MS plates for 7 days.
Seedlings were transferred to½MS liquid medium supplemented with 20 mM NAA or DMSO for 6 hours, stained with MDC and
autophagosomes counted. Activation of TOR by auxin inhibited the constitutive autophagy in KIN10 overexpression lines. (I) Seven-
day-old GFP-ATG8e seedlings were transferred to½MS liquid medium supplemented with 10 mM AICAR or 20 nM NAA or both
AICAR and NAA. Activation of TOR by NAA blocked induction of autophagy by AICAR. For all graphs, different letters denote
statistical significance for three biological replicates with at least 10 frames per replicate, p<0.05, t-test. Error bars indicate standard
error.
https://doi.org/10.1371/journal.pone.0182591.g005
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led to induction of autophagy. The activation of SnRK1 results in the upregulation of catabo-
lism and downregulation of anabolism [59], and autophagy is potentially one of the mecha-
nisms used to maintain energy balance. In low energy conditions, autophagy can recycle
cytoplasmic components, producing both raw materials that can be used in biosynthetic path-
ways when substrates are limiting, and alternative TCA cycle substrates for ATP production,
thus helping to maintain homeostasis.
Analysis of a kin10 knockout mutant revealed that KIN10 is necessary to activate autophagy
in response to nutrient starvation, salt stress, oxidative stress and ER stress. We hypothesize
that upon nutrient deprivation SnRK1 is activated by low energy and in turn activates autop-
hagy to compensate for the nutrient deficiency, thus contributing to stress tolerance. SnRK1
has also been linked to other plant stress responses, including salt tolerance [70] and pathogen
resistance [71, 72]. During salt stress, abscisic acid (ABA) levels are increased [73], which
potentially can lead to the activation of the SnRK1 complex [50], therefore promoting autop-
hagy. ABA signaling is also critical for osmotic stress responses, which are activated either
through ABA-dependent or ABA-independent but DREB2-dependent pathways [74]. During
osmotic stress, activation of autophagy in the kin10 mutant was only partially blocked, indicat-
ing that an alternative pathway may exist for activating autophagy under these conditions.
One possibility we considered is that the second isoform of the SnRK1 catalytic subunit,
KIN11 [42], can substitute for KIN10 under some conditions, including osmotic stress. Previ-
ous work has shown that the two isoforms can act antagonistically [44], suggesting that each
protein has specific functions. However, a kin10 kin11 double mutant results in lethality [42],
suggesting some degree of functional overlap.
T6P inhibits SnRK1 complex activity in Arabidopsis, including both KIN10- and KIN11-
containing complexes [45]. T6P reduces SnRK1 activity by ~80%, and even at higher concen-
trations (up to 4 mM) does not completely block activity [45]. Incubation of Arabidopsis seed-
lings with T6P inhibited autophagy activation in response to nutrient starvation, salt stress,
oxidative stress and ER stress, consistent with the kin10 mutant phenotype. Inhibition of
SnRK1 by T6P resulted in only partial inhibition of autophagy activity in response to osmotic
stress, as also seen in the kin10 mutant. The presence of KIN11 therefore cannot account for
the partial activation of autophagy observed under osmotic stress in the kin10 mutant. We
hypothesize that autophagy can be regulated by two parallel pathways during osmotic stress:
one that is SnRK1-dependent and another that is SnRK1-independent.
TOR negatively regulates autophagy in many organisms, including Arabidopsis [17], and
regulation of autophagy by AMPK can occur either through TOR or independently of TOR
[36, 75]. AMPK regulates autophagy during nutrient starvation by phosphorylating RAPTOR,
resulting in the inhibition of TOR and therefore activating autophagy [75]. Recent studies
have shown that KIN10 can interact with RAPTOR1B in vivo and phosphorylate it in vitro
[52]. We show here that activation of autophagy by increasing KIN10 activity is blocked upon
activation of TOR, whereas disruption of KIN10 activity does not block the constitutive autop-
hagy seen upon inhibition of TOR. Our results demonstrate that KIN10 acts upstream of TOR
in the regulation of autophagy in Arabidopsis via a TOR-dependent pathway.
The activation of autophagy by ER or oxidative stress is not blocked by activation of TOR,
suggesting that it occurs via a TOR-independent pathway [26]. Under ER stress conditions,
autophagy is activated by the accumulation of unfolded proteins [55] and requires the uncon-
ventional splicing factor IRE1, although it is independent of IRE1’s downstream splicing target
bZIP60 [12]. The signaling pathway for activation of autophagy during ER stress therefore
appears to be distinct from that during nutrient stress, although it still requires SnRK1 activity.
This suggests that, like AMPK and Snf1, KIN10 can also regulate autophagy through a TOR-
independent pathway under specific conditions.
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In conclusion, we have identified KIN10 as a positive regulator of autophagy in Arabidop-
sis. KIN10 is necessary for the activation of autophagy by many abiotic stresses, either
through TOR-dependent or TOR-independent pathways, depending on the stress. In the
TOR-dependent pathway, KIN10 acts upstream of TOR, probably by phosphorylating the
TOR complex, to positively regulate autophagy. Further work is necessary to determine the
exact role of the SnRK1 complex in the regulation of autophagy in response to osmotic stress,
to clarify the mechanism by which KIN10 can regulate autophagy independently of TOR,
and to identify downstream targets of TOR that contributes to the regulation of autophagy in
plants.
Materials and methods
Plant materials and growth conditions
Wild-type (Col-0), GFP-ATG8e [14], kin10 (SALK_127939C) [57, 58], KIN10 OX-1, KIN10
OX-2 [42], TOR overexpression [61] and raptor1b (SALK_078159) [18] Arabidopsis thaliana
seeds were surface sterilized with 0.1% (v/v) Triton X-100, 33% (v/v) bleach solution for 20
minutes, rinsed 5 times with sterile water, and kept at 4˚C in the dark for at least 2 days. Plants
were grown on half-strength MS solid medium (Murashige-Skoog with vitamins mixture
[Caisson, MSP09], 1% sucrose, 2.4 mM MES [pH 5.7], 0.6% Phytoblend agar) or in soil under
long day conditions (16 h light) at 22˚C.
Stress and chemical treatments
For salt stress, 7-day-old seedlings were transferred to half-strength MS liquid medium with
160 mM NaCl for 6 hours [11]. For osmotic stress, 7-day-old seedlings were transferred to
half-strength MS liquid medium with 350 mM mannitol for 6 hours [11]. For oxidative stress,
7-day-old seedlings were transferred to half-strength MS liquid medium supplemented with
10 mM hydrogen peroxide for 2 hours [14]. For ER stress treatment, 7-day-old seedlings were
transferred to half-strength MS liquid medium supplemented with 2 mM dithiothreitol (DTT)
for 6 hours [12]. For starvation stress, 7-day-old seedlings were transferred to half-strength MS
plates lacking sucrose or nitrogen for 4 days. Plants grown on sucrose starvation plates were
incubated in the dark.
For SnRK1 inhibitor treatment, 7-day old seedlings were transferred to half-strength
MS liquid medium supplemented with 0.1 mM trehalose-6-phosphate (T6P) [Santa Cruz,
SC216004] for 3 hours [45]. For treatment in the presence of stress, seedlings were subjected to
the abiotic stress conditions as described above and T6P was added to a final concentration of
0.1 mM for the last 3 hours of the treatment. Seedlings under starvation stress were transferred
after the 4 days of starvation to half-strength MS liquid medium lacking sucrose or nitrogen
and supplemented with 0.1 mM T6P for 3 hours.
For SnRK1 activation, 7-day-old seedlings were transferred to half-strength MS liquid
medium supplemented with 10 mM 5-aminoimidazole-4-carboxamide ribonucleoside mono-
phosphate (AICAR) [EMD Millipore Calbiochem, 12304125MG] for 1 hour [56].
For TOR inhibitor treatment, 7-day-old seedlings were transferred to half-strength MS liq-
uid medium supplemented with 10 μM AZD8055 (AZD) or DMSO as solvent control for 3
hours [60].
For TOR activation treatment, 7-day-old seedlings were transferred to half-strength MS liq-
uid medium supplemented with 20 nM 1-naphthaleneacetic acid (NAA) [Sigma, N1641] or
DMSO as solvent control for 6 hours.
SnRK1 is a positive regulator of autophagy
PLOS ONE | https://doi.org/10.1371/journal.pone.0182591 August 4, 2017 13 / 19
MDC staining and microscopy
Arabidopsis seedlings were stained with 0.05 mM monodansylcadaverine (MDC) [Sigma,
30432] for 10 minutes, followed by 3 brief washes with phosphate-buffered saline [53]. Seed-
lings were observed using a Zeiss Axioplan II compound microscope equipped with an Axio
Cam HRC digital imaging system at the Iowa State University Microscopy and Nanoimaging
Facility, using a X40 objective and a 4’, 6-diamidino-2-phenylindole (DAPI) filter. GFP fluo-
rescence was imaged using a Zeiss AxioImager microscope with a X40 objective and a fluores-
cein isothiocyanate (FITC) filter at the Iowa State Microscopy and Nanoimaging Facility.
Confocal microscopy was performed using a Leica SP5 confocal laser scanning microscope
with a X63 oil immersion objective at the Iowa State University Confocal and Multiphoton
Facility. The excitation and emission wavelengths for GFP were 488 and 507 nm respectively.
The excitation and emission wavelengths for MDC were 435 and 455 nm respectively.
Transient transformation of leaf protoplasts
Leaf protoplasts were prepared from 4–6- week- old Arabidopsis plants [76], and 20 μg of plas-
mid DNA was used for each transformation. After transformation, protoplasts were incubated
at room temperature overnight in darkness to allow expression, with 40 rpm orbital shaking,
followed by stress and/or addition of chemicals to the protoplast suspension. Concentrations
and incubation times were as described above (stress and chemical treatments section). Autop-
hagosomes labeled with GFP-ATG8e were counted under an epifluorescence microscope. A
protoplast was considered to have active autophagy if 3 or more GFP-ATG8e-labeled autopha-
gosomes were detected [55].
For immunoblotting, protoplasts were collected by centrifugation at 300 rpm. Protein was
dissolved in 3X SDS loading buffer [6% (w/v) SDS, 20% (v/v) glycerol, 125 mM Tris-HCl pH
6.8]. Proteins were separated by 12% SDS-polyacrylamide gel electrophoresis and analyzed by
western blot using anti-GFP antibody [Life Technologies, A11122].
Image analysis
Autophagosomes labeled with MDC or GFP-ATG8e in the elongation zone in the roots were
manually counted, and only individual motile dots were counted as autophagosomes.
GFP-ATG8e puncta in leaf protoplasts were directly counted under fluorescence microscopy.
Generation of FLAG-KIN10
The KIN10 cDNA was synthesized by RT-PCR from total RNA from 10-day-old seedlings
grown on half strength MS plates, using gene-specific primers (forward 5’-CACCGGTACCGA
TTACAAGGATGACGACGATAAGATGGATGGATCAGGCACAGG-3’,reverse 5’-AACACCGAG
CTCTCAGAGGACTCGGAGCTGAG-3’). The forward primer also encoded the FLAG tag for
detection of expression. The cDNA was ligated into the MCS11 binary vector using KpnI and
SacI restriction sites. The final construct was verified by enzymatic digestion and sequencing.
Supporting information
S1 Fig. Transient expression of GFP-ATG8e in KIN10 overexpression lines. (A) The autop-
hagosome marker GFP-ATG8e was transiently expressed in leaf protoplasts from the indicated
genotypes and visualized by confocal microscopy. KIN10 overexpression lines have increased
autophagy activity when compared to WT. White arrows point to autophagosomes. Scale
bar = 10 μm. (B) Immunoblotting of protein extracts from protoplasts as in (A) using antibod-
ies against GFP. Ponceau S stain was used as loading control. All samples show approximately
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equal expression of GFP-ATG8e.
(PDF)
S2 Fig. Transient expression of GFP-ATG8e in kin10 mutant protoplasts. (A) The autopha-
gosome marker GFP-ATG8e was transiently expressed in leaf protoplasts from the indicated
genotypes and visualized by confocal microscopy. After inducing ER stress as a representative
stress with 2 mM DTT, the kin10 mutant fails to activate autophagy when compared to WT.
White arrows point to autophagosomes. Scale bar = 10 μm. (B) Immunoblotting of protein
extracts from protoplasts as in (A) using antibodies against GFP. Ponceau S stain was used as
loading control. All samples show approximately equal expression of GFP-ATG8e.
(PDF)
S3 Fig. Complementation of the kin10 mutant. (A) The autophagosome marker GFP-
ATG8e was transiently expressed in leaf protoplasts from the indicated genotypes and visual-
ized by confocal microscopy. After inducing ER stress as a representative stress with 2 mM
DTT, kin10:FLAG-KIN10 shows induction of autophagy as in WT, while kin10 mutant fails
to induce autophagy. White arrows point to autophagosomes. Scale bar = 10 μm. (B) Immu-
noblotting of protein extracts from protoplasts as in (A) using antibodies against GFP. Pon-
ceau S stain was used as loading control. All samples show approximately equal expression of
GFP-ATG8e.
(PDF)
Acknowledgments
We thank Dr. Fillip Roland for the KIN10 overexpression lines, Dr. Raju Datla for the TOR
overexpression lines and Margaret Carter for assistance with confocal microscopy.
Author Contributions
Conceptualization: Diane C. Bassham.
Funding acquisition: Diane C. Bassham.
Investigation: Junmarie Soto-Burgos.
Methodology: Junmarie Soto-Burgos.
Project administration: Diane C. Bassham.
Supervision: Diane C. Bassham.
Writing – original draft: Junmarie Soto-Burgos.
Writing – review & editing: Diane C. Bassham.
References
1. Yang X, Bassham DC. New Insight into the Mechanism and Function of Autophagy in Plant Cells. Int
Rev Cell Mol Biol. 2015; 320:1–40. https://doi.org/10.1016/bs.ircmb.2015.07.005 PMID: 26614870
2. Tsukada M, Ohsumi Y. Isolation and characterization of autophagy-defective mutants of Saccharomy-
ces cerevisiae. FEBS Lett. 1993; 333(1–2):169–74. PMID: 8224160
3. Thumm M, Egner R, Koch B, Schlumpberger M, Straub M, Veenhuis M, et al. Isolation of autophagocy-
tosis mutants of Saccharomyces cerevisiae. FEBS Lett. 1994; 349(2):275–80. PMID: 8050581
4. Harding TM, Morano KA, Scott SV, Klionsky DJ. Isolation and Characterization of Yeast Mutants in the
Cytoplasm to Vacuole Protein Targeting Pathway. J Cell Biol. 1995; 131(3):591–602. PMID: 7593182
5. Yin Z, Pascual C, Klionsky DJ. Autophagy: machinery and regulation. Microb Cell. 2016; 3(12):588–96.
https://doi.org/10.15698/mic2016.12.546 PMID: 28357331
SnRK1 is a positive regulator of autophagy
PLOS ONE | https://doi.org/10.1371/journal.pone.0182591 August 4, 2017 15 / 19
6. Reggiori F, Shintani T, Nair U, Klionsky DJ. Atg9 cycles between mitochondria and the pre-autophago-
somal structure in yeasts. Autophagy. 2005; 1(2):101–9. PMID: 16874040
7. Lai Z, Wang F, Zheng Z, Fan B, Chen Z. A critical role of autophagy in plant resistance to necrotrophic
fungal pathogens. Plant J. 2011; 66(6):953–68. https://doi.org/10.1111/j.1365-313X.2011.04553.x
PMID: 21395886
8. Liu Y, Schiff M, Czymmek K, Tallo´czy Z, Levine B, Dinesh-Kumar SP. Autophagy regulates pro-
grammed cell death during the plant innate immune response. Cell. 2005; 121(4):567–77. https://doi.
org/10.1016/j.cell.2005.03.007 PMID: 15907470
9. Hanaoka H, Noda T, Shirano Y, Kato T, Hayashi H, Shibata D, et al. Leaf senescence and starvation-
induced chlorosis are accelerated by the disruption of an Arabidopsis autophagy gene. Plant Physiol.
2002; 129(3):1181–93. https://doi.org/10.1104/pp.011024 PMID: 12114572
10. Doelling JH, Walker JM, Friedman EM, Thompson AR, Vierstra RD. The APG8/12-activating enzyme
APG7 is required for proper nutrient recycling and senescence in Arabidopsis thaliana. J Biol Chem.
2002; 277(36):33105–14. https://doi.org/10.1074/jbc.M204630200 PMID: 12070171
11. Liu Y, Xiong Y, Bassham DC. Autophagy is required for tolerance of drought and salt stress in plants.
Autophagy. 2009; 5(7):954–63. PMID: 19587533
12. Liu Y, Soto-Burgos J, Deng Y, Srivastava R, Howell SH, Bassham DC. Degradation of the endoplasmic
reticulum by autophagy during endoplasmic reticulum stress in Arabidopsis. Plant Cell. 2012; 24
(11):4635–51. https://doi.org/10.1105/tpc.112.101535 PMID: 23175745
13. Chen L, Liao B, Qi H, Xie LJ, Huang L, Tan WJ, et al. Autophagy contributes to regulation of the hypoxia
response during submergence in Arabidopsis thaliana. Autophagy. 2015; 11(12):2233–46. https://doi.
org/10.1080/15548627.2015.1112483 PMID: 26566261
14. Xiong Y, Contento AL, Nguyen PQ, Bassham DC. Degradation of oxidized proteins by autophagy dur-
ing oxidative stress in Arabidopsis. Plant Physiol. 2007; 143(1):291–9. https://doi.org/10.1104/pp.106.
092106 PMID: 17098847
15. Noda T, Ohsumi Y. Tor, a phosphatidylinositol kinase homologue, controls autophagy in yeast. J Biol
Chem. 1998; 273(7):3963–6. PMID: 9461583
16. Pattingre S, Espert L, Biard-Piechaczyk M, Codogno P. Regulation of macroautophagy by mTOR and
Beclin 1 complexes. Biochimie. 2008; 90(2):313–23. https://doi.org/10.1016/j.biochi.2007.08.014
PMID: 17928127
17. Liu Y, Bassham DC. TOR is a negative regulator of autophagy in Arabidopsis thaliana. PLoS One.
2010; 5(7):e11883. https://doi.org/10.1371/journal.pone.0011883 PMID: 20686696
18. Menand B, Desnos T, Nussaume L, Berger F, Bouchez D, Meyer C, et al. Expression and disruption of
the Arabidopsis TOR (target of rapamycin) gene. Proc Natl Acad Sci U S A. 2002; 99(9):6422–7. https://
doi.org/10.1073/pnas.092141899 PMID: 11983923
19. Anderson GH, Veit B, Hanson MR. The Arabidopsis AtRaptor genes are essential for post-embryonic
plant growth. BMC Biol. 2005; 3:12. https://doi.org/10.1186/1741-7007-3-12 PMID: 15845148
20. Deprost D, Truong HN, Robaglia C, Meyer C. An Arabidopsis homolog of RAPTOR/KOG1 is essential
for early embryo development. Biochem Biophys Res Commun. 2005; 326(4):844–50. https://doi.org/
10.1016/j.bbrc.2004.11.117 PMID: 15607746
21. Hara K, Maruki Y, Long X, Yoshino K, Oshiro N, Hidayat S, et al. Raptor, a binding partner of target of
rapamycin (TOR), mediates TOR action. Cell. 2002; 110(2):177–89. PMID: 12150926
22. Moreau M, Azzopardi M, Cle´ment G, Dobrenel T, Marchive C, Renne C, et al. Mutations in the Arabi-
dopsis homolog of LST8/GβL, a partner of the target of Rapamycin kinase, impair plant growth, flower-
ing, and metabolic adaptation to long days. Plant Cell. 2012; 24(2):463–81. https://doi.org/10.1105/tpc.
111.091306 PMID: 22307851
23. Deprost D, Yao L, Sormani R, Moreau M, Leterreux G, NicolaïM, et al. The Arabidopsis TOR kinase
links plant growth, yield, stress resistance and mRNA translation. EMBO Rep. 2007; 8(9):864–70.
https://doi.org/10.1038/sj.embor.7401043 PMID: 17721444
24. Xiong Y, Sheen J. Novel links in the plant TOR kinase signaling network. Curr Opin Plant Biol. 2015;
28:83–91. https://doi.org/10.1016/j.pbi.2015.09.006 PMID: 26476687
25. Suttangkakul A, Li F, Chung T, Vierstra RD. The ATG1/ATG13 protein kinase complex is both a regula-
tor and a target of autophagic recycling in Arabidopsis. Plant Cell. 2011; 23(10):3761–79. https://doi.
org/10.1105/tpc.111.090993 PMID: 21984698
26. Pu Y, Luo X, Bassham DC. TOR-Dependent and -Independent Pathways Regulate Autophagy in Arabi-
dopsis thaliana. Frontiers in Plant Science. 2017; 8:1204. https://doi.org/10.3389/fpls.2017.01204
PMID: 28744293
27. Hardie DG. AMP-activated protein kinase: an energy sensor that regulates all aspects of cell function.
Genes Dev. 2011; 25(18):1895–908. https://doi.org/10.1101/gad.17420111 PMID: 21937710
SnRK1 is a positive regulator of autophagy
PLOS ONE | https://doi.org/10.1371/journal.pone.0182591 August 4, 2017 16 / 19
28. Carroll B, Dunlop EA. The lysosome: a crucial hub for AMPK and mTORC1 signalling. Biochem J.
2017; 474(9):1453–66. https://doi.org/10.1042/BCJ20160780 PMID: 28408430
29. Hawley SA, Selbert MA, Goldstein EG, Edelman AM, Carling D, Hardie DG. 5’-AMP activates the AMP-
activated protein kinase cascade, and Ca2+/calmodulin activates the calmodulin-dependent protein
kinase I cascade, via three independent mechanisms. J Biol Chem. 1995; 270(45):27186–91. PMID:
7592975
30. Oakhill JS, Chen ZP, Scott JW, Steel R, Castelli LA, Ling N, et al. β-Subunit myristoylation is the gate-
keeper for initiating metabolic stress sensing by AMP-activated protein kinase (AMPK). Proc Natl Acad
Sci U S A. 2010; 107(45):19237–41. https://doi.org/10.1073/pnas.1009705107 PMID: 20974912
31. Woods A, Johnstone SR, Dickerson K, Leiper FC, Fryer LG, Neumann D, et al. LKB1 is the upstream
kinase in the AMP-activated protein kinase cascade. Curr Biol. 2003; 13(22):2004–8. PMID: 14614828
32. Broeckx T, Hulsmans S, Rolland F. The plant energy sensor: evolutionary conservation and divergence
of SnRK1 structure, regulation, and function. J Exp Bot. 2016; 67(22):6215–52. https://doi.org/10.1093/
jxb/erw416 PMID: 27856705
33. Crozet P, Margalha L, Confraria A, Rodrigues A, Martinho C, Adamo M, et al. Mechanisms of regulation
of SNF1/AMPK/SnRK1 protein kinases. Front Plant Sci. 2014; 5:190. https://doi.org/10.3389/fpls.2014.
00190 PMID: 24904600
34. Lee JW, Park S, Takahashi Y, Wang HG. The association of AMPK with ULK1 regulates autophagy.
PLoS One. 2010; 5(11):e15394. https://doi.org/10.1371/journal.pone.0015394 PMID: 21072212
35. Egan DF, Shackelford DB, Mihaylova MM, Gelino S, Kohnz RA, Mair W, et al. Phosphorylation of ULK1
(hATG1) by AMP-activated protein kinase connects energy sensing to mitophagy. Science. 2011; 331
(6016):456–61. https://doi.org/10.1126/science.1196371 PMID: 21205641
36. Kim J, Kundu M, Viollet B, Guan KL. AMPK and mTOR regulate autophagy through direct phosphoryla-
tion of Ulk1. Nat Cell Biol. 2011; 13(2):132–41. https://doi.org/10.1038/ncb2152 PMID: 21258367
37. Wang Z, Wilson WA, Fujino MA, Roach PJ. Antagonistic controls of autophagy and glycogen accumula-
tion by Snf1p, the yeast homolog of AMP-activated protein kinase, and the cyclin-dependent kinase
Pho85p. Mol Cell Biol. 2001; 21(17):5742–52. https://doi.org/10.1128/MCB.21.17.5742-5752.2001
PMID: 11486014
38. Sugden C, Crawford RM, Halford NG, Hardie DG. Regulation of spinach SNF1-related (SnRK1)
kinases by protein kinases and phosphatases is associated with phosphorylation of the T loop and is
regulated by 5’-AMP. Plant J. 1999; 19(4):433–9. PMID: 10504565
39. Halford NG, Hey S, Jhurreea D, Laurie S, McKibbin RS, Paul M, et al. Metabolic signalling and carbon
partitioning: role of Snf1-related (SnRK1) protein kinase. J Exp Bot. 2003; 54(382):467–75. PMID:
12508057
40. Emanuelle S, Hossain MI, Moller IE, Pedersen HL, van de Meene AM, Doblin MS, et al. SnRK1 from
Arabidopsis thaliana is an atypical AMPK. Plant J. 2015; 82(2):183–92. https://doi.org/10.1111/tpj.
12813 PMID: 25736509
41. Ramon M, Ruelens P, Li Y, Sheen J, Geuten K, Rolland F. The hybrid four-CBS-domain KINβγ subunit
functions as the canonical γ subunit of the plant energy sensor SnRK1. Plant J. 2013; 75(1):11–25.
https://doi.org/10.1111/tpj.12192 PMID: 23551663
42. Baena-Gonza´lez E, Rolland F, Thevelein JM, Sheen J. A central integrator of transcription networks in
plant stress and energy signalling. Nature. 2007; 448(7156):938–42. https://doi.org/10.1038/
nature06069 PMID: 17671505
43. Jossier M, Bouly JP, Meimoun P, Arjmand A, Lessard P, Hawley S, et al. SnRK1 (SNF1-related kinase
1) has a central role in sugar and ABA signalling in Arabidopsis thaliana. Plant J. 2009; 59(2):316–28.
https://doi.org/10.1111/j.1365-313X.2009.03871.x PMID: 19302419
44. Williams SP, Rangarajan P, Donahue JL, Hess JE, Gillaspy GE. Regulation of Sucrose non-Fermenting
Related Kinase 1 genes in Arabidopsis thaliana. Front Plant Sci. 2014; 5:324. https://doi.org/10.3389/
fpls.2014.00324 PMID: 25071807
45. Zhang Y, Primavesi LF, Jhurreea D, Andralojc PJ, Mitchell RA, Powers SJ, et al. Inhibition of SNF1-
related protein kinase1 activity and regulation of metabolic pathways by trehalose-6-phosphate. Plant
Physiol. 2009; 149(4):1860–71. https://doi.org/10.1104/pp.108.133934 PMID: 19193861;
46. Nunes C, O’Hara LE, Primavesi LF, Delatte TL, Schluepmann H, Somsen GW, et al. The trehalose 6-
phosphate/SnRK1 signaling pathway primes growth recovery following relief of sink limitation. Plant
Physiol. 2013; 162(3):1720–32. https://doi.org/10.1104/pp.113.220657 PMID: 23735508
47. Na¨gele T, Weckwerth W. Mathematical modeling reveals that metabolic feedback regulation of SnRK1
and hexokinase is sufficient to control sugar homeostasis from energy depletion to full recovery. Front
Plant Sci. 2014; 5:365. https://doi.org/10.3389/fpls.2014.00365 PMID: 25120550
SnRK1 is a positive regulator of autophagy
PLOS ONE | https://doi.org/10.1371/journal.pone.0182591 August 4, 2017 17 / 19
48. Mair A, Pedrotti L, Wurzinger B, Anrather D, Simeunovic A, Weiste C, et al. SnRK1-triggered switch of
bZIP63 dimerization mediates the low-energy response in plants. Elife. 2015; 4.
49. Delatte TL, Sedijani P, Kondou Y, Matsui M, de Jong GJ, Somsen GW, et al. Growth arrest by treha-
lose-6-phosphate: an astonishing case of primary metabolite control over growth by way of the SnRK1
signaling pathway. Plant Physiol. 2011; 157(1):160–74. https://doi.org/10.1104/pp.111.180422 PMID:
21753116
50. Rodrigues A, Adamo M, Crozet P, Margalha L, Confraria A, Martinho C, et al. ABI1 and PP2CA phos-
phatases are negative regulators of Snf1-related protein kinase1 signaling in Arabidopsis. Plant Cell.
2013; 25(10):3871–84. https://doi.org/10.1105/tpc.113.114066 PMID: 24179127
51. Ghillebert R, Swinnen E, Wen J, Vandesteene L, Ramon M, Norga K, et al. The AMPK/SNF1/SnRK1
fuel gauge and energy regulator: structure, function and regulation. FEBS J. 2011; 278(21):3978–90.
https://doi.org/10.1111/j.1742-4658.2011.08315.x PMID: 21883929
52. Nukarinen E, Na¨gele T, Pedrotti L, Wurzinger B, Mair A, Landgraf R, et al. Quantitative phosphoproteo-
mics reveals the role of the AMPK plant ortholog SnRK1 as a metabolic master regulator under energy
deprivation. Sci Rep. 2016; 6:31697. https://doi.org/10.1038/srep31697 PMID: 27545962
53. Contento AL, Xiong Y, Bassham DC. Visualization of autophagy in Arabidopsis using the fluorescent
dye monodansylcadaverine and a GFP-AtATG8e fusion protein. Plant J. 2005; 42(4):598–608. https://
doi.org/10.1111/j.1365-313X.2005.02396.x PMID: 15860017
54. Floyd BE, Morriss SC, MacIntosh GC, Bassham DC. Evidence for autophagy-dependent pathways of
rRNA turnover in Arabidopsis. Autophagy. 2015; 11(12):2199–212. https://doi.org/10.1080/15548627.
2015.1106664 PMID: 26735434
55. Yang X, Srivastava R, Howell SH, Bassham DC. Activation of autophagy by unfolded proteins during
endoplasmic reticulum stress. Plant J. 2016; 85(1):83–95. https://doi.org/10.1111/tpj.13091 PMID:
26616142
56. Paul AL, Sehnke PC, Ferl RJ. Isoform-specific subcellular localization among 14-3-3 proteins in Arabi-
dopsis seems to be driven by client interactions. Mol Biol Cell. 2005; 16(4):1735–43. https://doi.org/10.
1091/mbc.E04-09-0839 PMID: 15659648
57. Fragoso S, Espı´ndola L, Pa´ez-Valencia J, Gamboa A, Camacho Y, Martı´nez-Barajas E, et al. SnRK1
isoforms AKIN10 and AKIN11 are differentially regulated in Arabidopsis plants under phosphate starva-
tion. Plant Physiol. 2009; 149(4):1906–16. https://doi.org/10.1104/pp.108.133298 PMID: 19211700
58. Alonso JM, Stepanova AN, Leisse TJ, Kim CJ, Chen H, Shinn P, et al. Genome-wide insertional muta-
genesis of Arabidopsis thaliana. Science. 2003; 301(5633):653–7. https://doi.org/10.1126/science.
1086391 PMID: 12893945
59. Tsai AY, Gazzarrini S. Trehalose-6-phosphate and SnRK1 kinases in plant development and signaling:
the emerging picture. Front Plant Sci. 2014; 5:119. https://doi.org/10.3389/fpls.2014.00119 PMID:
24744765
60. Dong P, Xiong F, Que Y, Wang K, Yu L, Li Z, et al. Expression profiling and functional analysis reveals
that TOR is a key player in regulating photosynthesis and phytohormone signaling pathways in Arabi-
dopsis. Front Plant Sci. 2015; 6:677. https://doi.org/10.3389/fpls.2015.00677 PMID: 26442001
61. Ren M, Qiu S, Venglat P, Xiang D, Feng L, Selvaraj G, et al. Target of rapamycin regulates development
and ribosomal RNA expression through kinase domain in Arabidopsis. Plant Physiol. 2011; 155
(3):1367–82. https://doi.org/10.1104/pp.110.169045 PMID: 21266656
62. Li X, Cai W, Liu Y, Li H, Fu L, Liu Z, et al. Differential TOR activation and cell proliferation in Arabidopsis
root and shoot apexes. Proc Natl Acad Sci U S A. 2017; 114(10):2765–70. https://doi.org/10.1073/
pnas.1618782114 PMID: 28223530
63. Zhang Y, Li S, Zhou LZ, Fox E, Pao J, Sun W, et al. Overexpression of Arabidopsis thaliana PTEN
caused accumulation of autophagic bodies in pollen tubes by disrupting phosphatidylinositol 3-phos-
phate dynamics. Plant J. 2011; 68(6):1081–92. https://doi.org/10.1111/j.1365-313X.2011.04761.x
PMID: 21883549
64. Halford NG, Hey SJ. Snf1-related protein kinases (SnRKs) act within an intricate network that links met-
abolic and stress signalling in plants. Biochem J. 2009; 419(2):247–59. https://doi.org/10.1042/
BJ20082408 PMID: 19309312
65. Dale S, Wilson WA, Edelman AM, Hardie DG. Similar substrate recognition motifs for mammalian
AMP-activated protein kinase, higher plant HMG-CoA reductase kinase-A, yeast SNF1, and mamma-
lian calmodulin-dependent protein kinase I. FEBS Lett. 1995; 361(2–3):191–5. PMID: 7698321
66. Dale S, Arro´ M, Becerra B, Morrice NG, Boronat A, Hardie DG, et al. Bacterial expression of the catalytic
domain of 3-hydroxy-3-methylglutaryl-CoA reductase (isoform HMGR1) from Arabidopsis thaliana, and
its inactivation by phosphorylation at Ser577 by Brassica oleracea 3-hydroxy-3-methylglutaryl-CoA
reductase kinase. Eur J Biochem. 1995; 233(2):506–13. PMID: 7588795
SnRK1 is a positive regulator of autophagy
PLOS ONE | https://doi.org/10.1371/journal.pone.0182591 August 4, 2017 18 / 19
67. Sugden C, Donaghy PG, Halford NG, Hardie DG. Two SNF1-related protein kinases from spinach leaf
phosphorylate and inactivate 3-hydroxy-3-methylglutaryl-coenzyme A reductase, nitrate reductase, and
sucrose phosphate synthase in vitro. Plant Physiol. 1999; 120(1):257–74. PMID: 10318703
68. Harthill JE, Meek SE, Morrice N, Peggie MW, Borch J, Wong BH, et al. Phosphorylation and 14-3-3
binding of Arabidopsis trehalose-phosphate synthase 5 in response to 2-deoxyglucose. Plant J. 2006;
47(2):211–23. https://doi.org/10.1111/j.1365-313X.2006.02780.x PMID: 16771775
69. Laurie S, McKibbin RS, Halford NG. Antisense SNF1-related (SnRK1) protein kinase gene represses
transient activity of an alpha-amylase (alpha-Amy2) gene promoter in cultured wheat embryos. J Exp
Bot. 2003; 54(383):739–47. PMID: 12554717
70. Lovas A, Bimbo´ A, Szabo´ L, Ba´nfalvi Z. Antisense repression of StubGAL83 affects root and tuber
development in potato. Plant J. 2003; 33(1):139–47. PMID: 12943548
71. Hao L, Wang H, Sunter G, Bisaro DM. Geminivirus AL2 and L2 proteins interact with and inactivate
SNF1 kinase. Plant Cell. 2003; 15(4):1034–48. https://doi.org/10.1105/tpc.009530 PMID: 12671096
72. Gissot L, Polge C, Jossier M, Girin T, Bouly JP, Kreis M, et al. AKINbetagamma contributes to SnRK1
heterotrimeric complexes and interacts with two proteins implicated in plant pathogen resistance
through its KIS/GBD sequence. Plant Physiol. 2006; 142(3):931–44. https://doi.org/10.1104/pp.106.
087718 PMID: 17028154
73. Nambara E, Marion-Poll A. Abscisic acid biosynthesis and catabolism. Annu Rev Plant Biol. 2005;
56:165–85. https://doi.org/10.1146/annurev.arplant.56.032604.144046 PMID: 15862093.
74. Chinnusamy V, Schumaker K, Zhu JK. Molecular genetic perspectives on cross-talk and specificity in
abiotic stress signalling in plants. J Exp Bot. 2004; 55(395):225–36. https://doi.org/10.1093/jxb/erh005
PMID: 14673035
75. Gwinn DM, Shackelford DB, Egan DF, Mihaylova MM, Mery A, Vasquez DS, et al. AMPK phosphoryla-
tion of raptor mediates a metabolic checkpoint. Mol Cell. 2008; 30(2):214–26. https://doi.org/10.1016/j.
molcel.2008.03.003 PMID: 18439900
76. Sheen J. A transient expression assay using Arabidopsis mesophyll protoplasts. A transient expression
assay using Arabidopsis mesophyll protoplasts. 2002. http://molbio.mgh.harvard.edu/sheenweb/
protocols_reg.html.
SnRK1 is a positive regulator of autophagy
PLOS ONE | https://doi.org/10.1371/journal.pone.0182591 August 4, 2017 19 / 19
